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1 Introduction 
Angiosperms, the large groups of seed plants better known as 
flowering plants, are the most successful land plants on our planet today, 
representing an estimate of 95% of all terrestrial vegetation (Simonin and 
Roddy, 2018). Their seeds germinate only during favourable growth 
conditions culminating in the development of a new generation of plants, 
which can show variable periods of vegetative growth depending on the 
species, habitat, and growth conditions. The transition of many of these 
angiosperm plants into the flowering phase is triggered by seasonal and 
environmental factors and involves a switch from vegetative growth into 
developing reproductive structures. Upon fertilisation, the embryo 
encapsulated in a seed ensures the survival of the species. The seeds of 
some flowering plant species can be stored for very long periods of time 
and retain their viability even deep in the soil. Disruption of the substrate 
by ploughing or digging changes the micro environment and disrupts seed 
dormancy (Hilhorst et al., 2010; Shen-Miller et al., 1995). A large variation 
in shape, nectar availability, volatile production, and colours exists among 
flowers. Hence most flowers are very attractive to the human eye. In 
Angiosperms successful reproduction depends on pollen grains, often 
carried by wind and insect pollinators, that land on the stigmatic surface 
and fertilise the ovules. During the relatively rapid development of flowers, 
male and female reproductive organs, anthers and pistils, respectively, are 
formed at the centre of the flower. Within anthers and pistils, sporophytic 
cells are recruited to generate the new germ line from which male and 
female gametophytes develop. The egg cell is specified inside the 
developing embryo sac, which is the female gametophyte of a plant. Two 
sperm cells (SCs) develop inside a single vegetative cell (VC) surrounded 
by several durable layers, forming and protecting the male gametophyte, 
referred to as the pollen grain. Once flowers are fully mature and ready for 
reproduction, they open and the pollen grains are released from the anthers. 
In the 320 000 different flowering plant species, many different 
mechanisms have evolved that ensure outcrossing to maximise genetic 
variability in the offspring (Lughadha et al., 2016; Fujii et al., 2016; 
Hiscock, 2011). 
After pollen lands on a stigma, a series of complex recognition 
events results in rejection of all foreign pollen by as yet unknown 
mechanisms. In addition, approximately half of all angiosperm species 
display a genetically determined mechanism, which prevents self-
fertilisation called self-incompatibility (SI). Pollen rejection can vary 
between different SI mechanisms, either by preventing pollen germination 
immediately after pollen landing by blocking water uptake from the stigma, 
or by triggering calcium signalling mediated programmed cell death in 
incompatible pollen, or by the activity of pistil produced S-RNases after 
translocation into the growing pollen tubes (Allen et al., 2010; Fujii et al., 
2016). 
All ‘own’ and compatible pollen grains rapidly hydrate, followed by 
pollen grain germination and the outgrowth of a pollen tube, driven by the 
tip growth of the VC. The pollen tube accurately delivers two SCs into one 
embryo sac deep enclosed in the ovule inside the pistil. In flowering plants, 
upon pollen tube arrival and SC release, a unique double fertilisation takes 
place in the female embryo sac. One SC fuses with the egg cell, generating 
the diploid zygote that will form a new sporophyte (embryo), whereas the 
second sperm merges with the diploid large central cell (CC) and results in 
the formation of the triploid endosperm precursor, triggering seed 
development. The endosperm functions as a nutrient source for the 
developing plant embryo, either during seed development and maturation 
before release from the mother plant, or during the early stages of plant 
development after seed dispersal and germination (de Graaf et al., 2001; 
Rousseau et al., 2008; Mizuta and Higashiyama, 2018). 
Here, we survey the critical processes for plant reproduction and 
explore this in the context of cell cycle regulation. The coordination of cell 
cycle is required to produce the gametes, synchronise the cell cycle phase 
for fertilisation as well as the creation of an embryo from a zygote. 
2 Fertilisation 
2.1 Gametophyte Development 
The developmental pathways of both male and female gametophytes 
producing both sex cell types for plant reproduction are highly conserved 
throughout angiosperms. Nevertheless, there are considerable differences in 
the timing of developmental steps, this can lead to a different number of 
cells in the pollen grain. In some species, the last mitotic division has not 
been executed and we see bicellular pollen, instead of tricellular. The total 
numbers of cells in the female gametophyte depends on the species as well 
(Yadegari and Drews, 2004). 
The final cell number in most male gametophytes (pollen) appears to 
be rigidly conserved in all higher plants, formed by a well-defined sequence 
of divisions. Meiotic rounds of division (I and II) of a single diploid 
microsporocyte (microspore mother cell) gives rise to a tetrad of four 
haploid microspores embedded in callose (β1,3 glucan). The tapetum cell 
layer in the anther, surrounding the developing microspores, is responsible 
for the degradation of callose, releasing free microspores. These 
microspores undergo a first round of mitotic and asymmetric division that 
results in the formation of a larger VC and a smaller generative cell (GC). 
At this point of development, the GC becomes invaginated by the VC 
giving rise to a cell within a cell generating a bicellular pollen grain. The 
anther tapetum and developing pollen are both responsible for the 
production and deposition of two extracellular pollen layers, the intine 
composed mainly of cellulose-pectic compounds and an exine layer – 
composed of sporopollenin, which besides its species-specific structural 
properties to optimise pollen transfer, is composed of a biochemically 
decay-resistant substance protecting the pollen once released from the 
anther upon flower opening (Borg and Twell, 2010; Twell, 2011; Gómez et 
al., 2015). 
2.2 Attraction to the Ovule 
Among angiosperms, there are considerable structural differences in 
the size of reproductive organs, which also confers large differences in 
distance between stigma surface of the pistil, the landing platform for 
pollen, and the ovules inside the pistil. As such, the time for pollen tubes to 
reach an ovule depends on the species. For example, it takes approximately 
five hours for the fastest growing vegetative pollen tube cell of Arabidopsis 
to grow approximately 3 mm inside the pistil to deliver the SCs and it takes 
an additional four to five hours to fertilise every ovule (Jean-Emmanuel et 
al., 2002). In maize, pollen tubes need to grow up to 25 cm in length for 
approximately 24 h, growing at an astonishing rate of almost 1.0 cm h−1 
(Dresselhaus et al., 2016; Zhou et al., 2017). In rice, it only takes 15–60 
min after pollen tube germination to reach an ovule and two to five hours to 
complete fertilisation (Lan et al., 2004; Dong and Yang, 1989). Moreover, 
pollen tube growth is affected by the structural, physical, and nutritious 
properties of the different pistil tissues. A switch in tube growth speed is 
clearly observed in bicellular pollen species, such as Nicotiana tabacum 
(see below), which was suggested to be correlated with the staging of the 
second mitotic division of the GC into two SCs while growing through the 
style transmitting tissue (TT) of the pistil. In Arabidopsis, however, a 
species with tricellular pollen upon anthesis, the tubes grow slower through 
the TT of the short style and the long septum in the centre of the ovary as 
compared to the initial stigma growth (Lennon et al., 1998; Cheung et al., 
2010). Pollen tubes show directional growth with high precision due to 
structural and biochemical clues that are provided by the different pistil 
tissues, i.e. stigma, style, ovary, and ultimately, the embryo sacs inside the 
ovules. 
During pollen–pistil interaction, specific members of a large family 
of membrane localised receptor-like kinases (RLKs) are involved in the 
guidance of the expanding pollen tube tip through the different pistil 
tissues. Both pollen tube (ANX1/2, BUPS1/2 and LIPS1/2) and ovule-
specific RLKs (STRUBBELIG) are responsible for sensing directional 
clues for micropyle entrance into an ovule and for the communication 
between pollen tube tip and the different types of embryo sac cells such as 
the synergid cells with their filiform apparatus (FERONIA), the eggs and 
CC, but also the integument cell layers surrounding, protecting and 
communicating with the embryo sac during ovule development (Muschietti 
and Wengier 2018; Wang et al., 2016). 
‘Defensin-like’ proteins, i.e. LUREs and EA1 produced by synergids 
and egg cell respectively (see below), are responsible for a species-specific 
close-range attraction and guidance of pollen tubes into the micropyle of 
the ovule (Márton et al., 2012; Okuda et al., 2013; Takeuchi and 
Higashiyama, 2012). Remarkably, the interaction between growing pollen 
tubes and female pistil tissues during the progamic phase of plant 
reproduction is essential to prime the pollen tubes to respond to the LURE 
protein attractants and to release the SCs inside the embryo sac (Okuda et 
al., 2013; Leydon and Johnson, 2013). Interestingly, an additional style TT 
produced component that triggers the competence of pollen tubes to 
respond to these LURE proteins is not a protein or peptide but is shown to 
be an arabinogalactan polysaccharide (AMOR) (Mizukami et al., 2016; 
Okuda et al., 2013). One of the two synergid cells at the entrance of the 
embryo sac collapses upon pollen tube arrival at this site, at least in 
Arabidopsis (Jean-Emmanuel et al., 2002) concomitantly triggering the 
arrest and rupture of the pollen tube tip, releasing its content including both 
SCs (Leydon and Johnson, 2013; Leydon et al., 2013). 
Curiously, an important structural characteristic of all different types 
of cells within an embryo sac (Yadegari and Drews, 2004) but also of the 
pollen tube arriving at one of the synergid cells and as well as of the two 
released SCs is the development of a cell wall. This may create a potential 
structural barrier between cells and thus prevent direct membrane–
membrane interaction and animal-like cell communication and fusion 
event(s) (Wang et al., 2010; Mori et al., 2014). Signalling between these 
cells and the communication by making use of membrane-localised 
receptors, such as the FERONIA receptor, GPI-anchored LORELEI protein 
or the SC-specific MDIS1-MIK receptor kinases, GCS1/HAP2, and GEX2 
(Mori et al., 2005, 2014; Escobar-Restrepo et al., 2007; Igawa et al., 2013; 
Liu et al., 2016; Dresselhaus and Snell, 2014; Wang et al., 2016; Berger et 
al., 2008; von Besser et al., 2006), can only occur based on the release 
(exocytosis) of highly diffusible compounds, e.g. Ca2+ and signalling 
proteins such as the group of small secreted cysteine-rich globular proteins 
(CRPs), e.g. the LURE proteins (Sprunck et al., 2012; Dresselhaus et al., 
2016; Mizuta and Higashiyama, 2018; Márton et al., 2012). However, it has 
been demonstrated that in N. tabacum, high molecular weight and 
glycosylated arabinogalactan-like proline-rich proteins from the pistil TT 
can traverse pollen tubes walls in vivo ending up against the pollen tube 
membrane (de Graaf et al., 2000). Cell wall modifying enzymes such as 
pectinases, glucanases, and expansins may play a role in changing the 
structural properties of these cell walls facilitating protein movement across 
plant cell walls, supporting cell–cell communication (de Graaf et al., 2000). 
The CRPs and other defensin-related small peptides, including the LURE 
proteins, and especially the short RALF (rapid alkalinization factor) 
peptides (see above), may be able to traverse cell walls more easily, 
quickly, and specifically (Takeuchi and Higashiyama, 2012; Márton et al., 
2012). 
In both bicellular and tricellular pollen species, the GC and the two 
SCs are spatially, structurally, and temporally connected with the 
vegetative tube cell nucleus (VN), defined as a male germ unit (MGU). The 
GC and SCs are surrounded by a continuous vegetative membrane which 
has originated from the microspore membrane during pollen mitosis I – 
during pollen development in the anther locule – when the GC becomes 
‘endocytosed’ from the vegetative pollen cell after asymmetric division (see 
above). An intercellular matrix or ‘periplasm-like’ region, rich in pectins 
and arabinogalactan proteins (AGPs), separates both SCs from the 
vegetative tube cell. One end of the SCs forms a characteristic hook 
structure and creates an intimate contact between the VN of the tube cell 
and either the GC or SCs and is suggested to play a role in communication 
(Jiang et al., 2015; Grant-Downton et al., 2013; Slotkin et al., 2009). 
However, plasmodesmata-like cytoplasmic connections between both cell 
types appear to be absent (van Aelst and van Went, 1992; Cresti et al., 
1987; Southworth and Kwiatkowski, 1996). After pollination and pollen 
tube germination, the MGU becomes translocated into the growing tube 
where it migrates with and at a specific distance from the growing pollen 
tube apex. Importantly, once pollen tubes grow inside the female pistil, the 
interaction between the male gametophyte and maternal tissues triggers 
different gene expression in the pollen tube, compared to in vitro growing 
pollen tube cultures. This indicated that pistil pollen tube communication is 
essential for directed pollen tube growth, and indeed pollen tubes respond 
to the LURE protein attractants produced by the female gametophyte (Lin 
et al., 2014; Qin et al., 2009). In addition, maturation of the SCs in the 
tricellular pollen of Arabidopsis seems to be completed only by the time 
pollen tubes reach the embryo sacs (Friedman, 2006). An important 
question that needs to be resolved is whether SCs, when transported 
through a growing pollen tube – are indeed actively involved in pollen tube 
guidance to an ovule and fertilisation (Mori et al., 2005). When the SC 
expressed HAP2/GCS1 protein is absent, these pollen tubes are disrupted in 
their ability to find the micropyle of the ovules, and those that do arrive fail 
to initiate fertilisation (von Besser et al., 2006). Recently, however, Glöckle 
et al. (2018) demonstrated that mutant pollen – in which the second mitotic 
division of the GC into two SCs is blocked – are still capable of producing 
a pollen tube, and find their way to an ovule in vivo. These results suggest 
that SCs are not important for the function of the pollen VC, which is the 
formation, polarised and directional growth of the pollen tube (Glöckle et 
al., 2018; Zhao et al., 2012). How communication is established between all 
the different cell types needs to be resolved. 
2.3 Double Fertilisation 
Recently, it has been demonstrated that besides reactive oxygen 
species (ROS), RALF peptides specifically expressed in the pollen tubes 
and in the ovule are involved in the actual disruption of the pollen tube tip 
membrane, at least in tissue culture (Ge et al., 2017; Mecchia et al., 2017; 
Duan et al., 2014). Remarkably, reducing the level of these RALF peptides 
does not result in a ‘nonbursting’ pollen tube phenotype in plants which 
suggests that other pollen and or ovule components are involved in the 
sperm release from pollen tubes. Following the release of the SC pair in the 
embryo sac, one of the synergids degenerates. Initially, both SCs move in 
close proximity showing a Brownian-like movement inside the embryo sac, 
up to the point that they separate, and move in different directions: one 
travels to the egg cell, whereas the second one find its way to the CC to 
fuse and form the new zygote (sporophyte) and endosperm, respectively 
(Zhang et al., 1999; Huang and Russell, 1994; Kawashima et al., 2014), 
such events have now been captured by live imaging (Hamamura et al., 
2011). The SCs have a protoplast-like morphology (Jean-Emmanuel et al., 
2002), decorated with myosin, and are proposed to be guided precisely to 
the egg and CC by two actin coronas for double fertilisation to take place 
(Huang and Russell, 1994; Zhang et al., 1999; Kawashima et al., 2014; 
Ohnishi et al., 2014). At this stage, the vegetative membrane surrounding 
the two SCs and the pectic/AGP matrix must be removed to be able to 
make the contact between sperm membrane and the actin coronas and to 
achieve fusion with the egg and CC ultimately, with a lag time of eight 
minutes between sperm release and actual fusion (Hamamura et al., 2011; 
Denninger et al., 2014). Interestingly, in rice, the chalazal end of the egg 
cell does not present a proper cell wall which is suggested to be the site of 
SC fusion whereas formation of a cell wall early after sperm-egg fusion in 
Arabidopsis and maize is suggested to be important to prevent polyspermy 
(Kranz et al., 1995; Okamoto, 2010; Tekleyohans et al., 2017). 
When exactly SCs are fully mature and capable to fuse with the egg 
and CC s inside the embryo sac is currently not known. In vitro egg-sperm 
fusion experiments, using tissue cultured tobacco pollen tubes for the 
isolation of the SCs and egg cell protoplasts, suggests that the sperm is 
‘more or less’ fully mature and capable of fusing with the egg cells 
immediately after division (Jean-Emmanuel et al., 2002; Khalequzzaman 
and Haq, 2005; Kranz et al., 2008). However, in tissue culture fertilisation 
assays, it has become evident that pollen tube attraction by ovules, the 
release of SCs and the fusion between sperm and egg cell is much more 
efficient when ovules, sperm, and egg cells are isolated from pre-pollinated 
pistils. Recently, it has been suggested that the small cysteine-rich EC1 
protein, secreted by the egg cell, is important for rapid SC ‘activation’ to 
fuse with the egg cell more efficiently in vivo (Dresselhaus et al., 2016). 
Although it has been clearly demonstrated that pollen tubes need the 
interaction and communication with the different pistil tissues and the 
embryo sac containing the egg cell, respectively, it is still debated whether 
within a single male gametophyte (pollen), the VC or VN communicates 
directly with one or both SCs (Zhang et al., 2017a; McCue et al., 2011; 
Slotkin et al., 2009; Grant-Downton et al., 2013; Jiang et al., 2015). 
The diploid CC inside the embryo sac fuses with one of the two SCs 
and this fusion product, the endosperm initial, develops a triploid 
endosperm, which functions as a temporary nutrient source for the actual 
developing zygote into the new embryo and seedling ultimately. The 
nutrient storage capacity and composition of endosperm tissue varies 
greatly between different species (Esau, 1962). Remarkably, in 
gymnosperms, producing naked seeds, although two SCs are being 
delivered by a single pollen tube, only a single fertilisation event takes 
place due to the absence of a CC. The second sperm degenerates during 
further seed development. 
2.4 Preventing Polytuby 
In Arabidopsis, upon pollen tube arrival and fertilisation, ovules also 
seem to become reprogrammed and either stop producing the short and – 
most probably – long distance guidance clues, or perhaps start producing 
repellent-like products preventing additional pollen tubes to grow towards 
and into an ‘unavailable’ ovule (Maruyama et al., 2015; Völz et al., 2013). 
For example, the production of LURE, a pollen tube attractant is turned off 
upon fertilisation (Palanivelu and Preuss, 2006; Maruyama et al., 2013). 
This process prevents the attraction of excess pollen tubes and the 
degeneration and fusion of the remaining synergid with the CC is key in 
this process. In Arabidopsis, this remaining synergid, the second synergid 
nuclei, degenerates after fertilisation, and this cell fuses with the CC in 
response to ethylene produced by the newly formed zygote (Maruyama et 
al., 2015; Völz et al., 2013). FIS-PRC2 is a chromatin-modifying complex 
involved in gene silencing via trimethylation of lysine 27 on histone H3 
(H3K27me) (Kohler et al., 2012), and the activity of this complex is 
required for mitosis associated degradation of the synergid's nucleus 
(Maruyama et al., 2015). The fusion of the persistent synergid with the CC 
results in the dilution of the synergid produced attractants. JAGGER, an 
AGP is required for the degeneration of the remaining synergid (Pereira et 
al., 2016a, b). Interestingly, in Oryza sativa (rice, a monocotyledon), the 
degeneration of one of the synergids starts just before anthesis, thus even 
before pollination and this seems to be developmentally regulated rather 
than by an approaching pollen tube (Dong and Yang, 1989). However, in 
Arabidopsis, mutants that do allow more than one pollen tube to enter an 
ovule, the second set of SCs released were not able to fertilise the already 
fertilised egg or CC (Scott et al., 2008). 
3 Cell Division and Fertilisation 
The formation of a gametophyte involves three basic steps, the 
recruitment of diploid germ line cells in floral tissues, meiosis to generate 
haploid cells and one or more rounds of mitosis to generate the cells that 
will populate the gametophyte, including the gametes. During the mitotic 
cell cycle, the duplication of genetic material during the S phase and 
segregation of the two copies in two different cells during M phase is 
temporally separated by two gap phases (G), G1 and G2 during which 
nutrient status and developmental signals can be integrated and DNA 
integrity control can be performed. The meiotic cell cycle is a modified cell 
cycle with a single S-phase but with two rounds of chromosome 
segregation generating haploid daughter cells. 
In all eukaryotes, progression through both the meiotic and mitotic 
cell cycle is driven by the action of cyclin (CYC)/cyclin-dependent kinases 
(CDKs) complexes (De Veylder et al., 2007). These kinases phosphorylate 
key actors in cell cycle progression and directly or indirectly provide 
transcriptional and post-translational control over the core cell cycle 
machinery. The CDK/CYC kinases act in feedforward networks, wherein 
controlled destruction of cell cycle factors results in irreversible switches 
that provide direction to cell cycle progression (Zhao et al., 2012). To this 
end, cell cycle regulators are degraded by the proteasomes upon tagging by 
ubiquitin, implicating the action of ubiquitin ligases in cell cycle regulation. 
SCF (SkP, Cullin, F-box containing) complexes ubiquitinate factors 
involved in both G1/S and G2/M transitions, and the APC/C (anaphase-
promoting complex/cyclosome) controls the metaphase–anaphase transition 
during mitosis (Genschik et al., 2014). 
In higher plants, the G1/S transition of the mitotic cell cycle is driven 
by the action of CDKA/CYC kinase complexes, whereas progression 
through G2/M involves the action of both CYC/CDKA and CYC/CDKB 
kinases (Polyn et al., 2015). The activity of these CDK kinases is post-
translationally controlled by phosphorylation. Activating phosphorylations 
that stabilise the T loop of the CDK are mediated by CDK-activating 
kinases (CAKs), while WEE1 kinases reduce activity by phosphorylating 
residues in the ATP-binding pocket. Interaction with inhibitors, of which 
the Kip-related proteins (KRPs)/interactor-inhibitor of cyclin-dependant 
kinase (ICK) and SIAMESE related (SIMS) are the best documented, and 
the control of CYCLIN levels by proteolysis are important negative 
feedback mechanisms. A key target of G1/S CYCD/CDK and CYCA/CDK 
kinases is the retinoblastoma-related protein. Hyperphosphorylation of 
retinoblastoma related protein (RBR) by these kinases reduces its potential 
to interact with transcription factors and factors involved in chromatin 
structure and cell cycle progression. The action of phosphatases at the end 
of M-phase strips RBR of phosphate groups resulting in its reactivation. 
Proteolysis of the KRP inhibitors stimulated by the action of CYC/CDK via 
inactivation of RBR provides a positive feedback resulting in irreversible 
switch-like behaviour of the G1/S cell cycle transition (Zhao et al., 2012). 
However, G1/S kinases also regulate levels of RBR (Dewitte et al., 2003), 
and E2Fa-RBR complexes suppresses E2F targets genes involved in cell 
differentiation (Magyar et al., 2012). This indicates that both RBR bound 
and free E2F fractions can have a role in suppressing differentiation and 
activating cell division. Further research into the role and stoichiometry of 
these fractions is required to elucidate this mechanism. 
3.1 Gamete Formation and Cell Division 
In preparation for sexual reproduction, male and female haploid 
gametes are produced in hermaphrodite flowers containing both male and 
female reproductive organs, anthers and pistils, or in male or female 
flowers that are formed on the same plant or on separate individuals, 
termed monoecious and dioecious plants respectively (Barrett and Hough, 
2013). During flower development after the recruitment of a germ cell in 
the floral organs of the sporophyte, a series of meiotic and mitotic 
divisions, in combination with cell differentiation and programmed cell 
death, results in the formation of mature dry pollen grains and embryo sacs 
starting from diploid microsporocytes and megasporocytes, respectively. 
Cyclins have been shown to be involved in meiosis, the correct 
execution of meiosis in the male microspore mother cell requires the action 
of six CYCAs, one CYCB type cyclin and the SOLODANCERS (SDS), 
related cyclins (Bulankova et al., 2013), which are activated in different 
stages of the process. CYCA1;2 is required for timely entry and prevents 
premature exit from meiosis after the first division. Its mutant alleles are 
known as TARDY ASYNCHRONOUS MEIOSIS (d'Erfurth et al., 2010). 
CDKA;1-CYCA1;2 phosphorylates and destabilises THREE DIVISION 
MUTANT1/MALE STERILE5 (TDM1) until meiosis I is successfully 
performed. TDM1 is required for meiotic exit by stimulating the APC/C 
activity at the end of meiosis II (Cifuentes et al., 2016). OSD1 seems to be 
also involved in controlling levels of APC activity, and osd1 tam1 mutants 
even fail to enter into meiosis I (d'Erfurth et al., 2010). Several cyclins play 
a role in male meiosis. CYCA2s play an important role for the segregation 
of meiotic chromosomes. CYCB3;1 is localised to the meiotic spindles, and 
together with SDS represses the premature onset of cell wall formation 
(Bulankova et al., 2013). SDS is required for chromosome pairing. Meiotic 
exit requires the activation of TDM1 and the nonsense-mediated RNA 
decay factor encoding SMG7 genes (Bulankova et al., 2010). Male meiosis 
is sensitive to elevated temperatures, and the CDKG1-CYCLINL complex 
is involved in RNA splicing and is critical for chromosome pairing and 
recombination and the robustness of the meiotic process at ambient 
temperatures (Huang et al., 2013; Zheng et al., 2014b). 
Secondly, after meiosis, several rounds of mitosis provide the 
appropriate cell number in the gametophyte. The male gametophyte 
contains three cells at the time of fertilisation. The pollen grain contains the 
SCs enveloped in the VC. This acquisition of new daughter cells fates 
involves RBR action as rbr mutant VCs retain aspects of the microspore 
whilst reiterating these unequal divisions (Chen et al., 2009). A second 
mitotic division of the GC generates the two SCs. Whilst this process is 
strictly conserved among all flowering plants, the timing of these divisions 
with respect to pollination and fertilisation seems to be variable in different 
species (Friedman, 1999). Degradation of KRP inhibitors by the SKP1-
Cullin1-F-box protein (SCF) mediated by the FBL17 F-box protein is 
required to trigger the symmetrical division of the GC in order to produce 
two SCs (Kim et al., 2008), and CDKA;1 activity is required for their 
timely division (Nowack et al., 2006; Iwakawa et al., 2006; Aw et al., 
2010). Cell cycle arrest of the VC requires the action of RBR, as well as 
suppression of CDKA;1 activity by the KRP inhibitors (KRP6 and KRP7 in 
Arabidopsis). SAMBA-mediated APC/C activity destabilisation of 
CYCA2;3 is required for progression through mitosis I (Eloy et al., 2012). 
The activation of CDKs by the combined action of the CDKD CAK kinases 
has proved to be essential for pollen mitosis I and II (Takatsuka et al., 
2015). 
The coordination of the final mitotic cell division and fate adoption 
during SC formation is intriguing. In gymnosperm male gametophytes, we 
also see a mitotic cycle that produces two SCs, even if this is unnecessary 
as only a single sperm is required for fertilisation, suggesting that cell cycle 
progression is not only necessary to generate the correct cell number but 
also a requirement for cell fate acquisition. However, cell division and 
sperm fate acquisition can be uncoupled in mutants impaired in the 
chromatin assembly factor 1 pathways in which single fertile SCs are 
formed (Chen et al., 2008), suggesting that defects in histone deposition 
might overcome the requirement of normal cell cycle progression to adopt a 
new cell fate. This in combination with the observation that in mutants of 
ARID1, which physically interacts with histone deacetylase, histone 
acetylation expands which is normally a feature of the SC, also expands 
into the VCs chromatin (Zheng et al., 2014a), suggest that regulation of 
histone deposition and activity is key in the process of SC specification. 
The coordination of fate acquisition and cell division during sperm 
formation requires the action of DUO1, a germline-specific Myb protein 
and a positive regulator of CYCB1;1 amongst other targets. DUO1 is itself 
a target of the ARID1 transcription factor. Both duo1 and arid1 mutant 
alleles display a high proportion of blocked divisions in the GCs (Durbarry 
et al., 2005; Brownfield et al., 2009). The expression of a subset of DUO1 
targets requires the action of DUO3, a homeobox-related factor 
(Brownfield et al., 2009), which acts independently of CYCB1;1, but has a 
wider role in sporophytic cell division and embryo patterning. 
In order to ensure an ovule produces a single seed, it is essential that 
only a single cell inside the female ovule primordium enters the meiotic 
programme. Several key factors in this process have been discovered. Entry 
into meiosis requires the action of SWITCH/AMEIOTIC 1 (Mercier et al., 
2001; Pawlowski et al., 2009). Furthermore, RBR plays a key dual role in 
this and suppresses WUSCHEL, a factor controlling stem cell identity 
involved in meiocytes specification, and limits the number of mitotic 
divisions to trigger meiosis in a single cell (Zhao et al., 2017). During 
evolution, the development of the female gametophyte has evolved from a 
four nucleate, four-celled gametophyte created by two mitotic divisions of 
the megaspore into seven-celled, eight nuclei-containing structures by 
nuclear migration followed by the duplication of modules (Friedman and 
Ryerson, 2009). Additional variations in the pattern of division led to a 
wide flexibility of the cell (and nuclei) number in the female gametophyte 
(Schmid et al., 2015). The plant retinoblastoma-related protein is a key 
factor to limit the divisions in the female gametophyte (Ebel et al., 2004), 
and local elevated expression of a D-type cyclin can prevent the arrest of 
the CC (Sornay et al., 2015). The current working hypothesis for cell fate 
acquisition in the female gametophyte is that this is mediated through an 
auxin gradient in combination with accurate nuclear migration and 
positioning (Sprunck and Gross-Hardt, 2011). 
Maintenance of DNA integrity is essential in the context of gamete 
production and integral to cell cycle progression. Hence, it is worth noting 
that cell cycle machinery and DNA repair are closely linked. E2F activity is 
suppressed by the conserved DNA damage protein SNI, and they act in a 
negative feedback loop, linking the G1/S checkpoint with DNA repair 
(Magyar et al., 2012). E2Fa-RBR complexes are recruited to sites of DNA 
damage and interact with AtBRCA1, a conserved DNA repair-associated 
protein. Furthermore, RBR is required to recruit RAD51 to sites of DNA 
damage, suggesting a central role for RBR in complexes involved in DNA 
repair (Horvath et al., 2017; Biedermann et al., 2017). Specific CDK 
activity is essential for DNA repair to overcome mitotic arrest, CYCB1;1 is 
rapidly induced upon DNA damage, the attraction of RBR and RAD51 to 
damaged loci is dependent on cycb1;1/CDKB kinase action and RAD51 is 
a substrate of CYCB1/CDKB1 kinases (Weimer et al., 2016; Schnittger and 
de Veylder, 2018). The WEE1 kinase arrests the cell cycle by 
phosphorylation of CDK interfering with ATP binding, and its action is 
essential to block the cell cycle in case of replication defects (De Schutter et 
al., 2007). 
3.2 Coordination of Cell Cycle for 
Fertilisation 
Fertilisation is the result of plasmogamy followed by karyogamy, the 
fusion of cells followed by the fusion of nuclei. In angiosperms, double 
fertilisation requires two mature SCs to physically interact and fuse with 
the egg cell and CC to form the zygote and endosperm precursors (see 
above). 
Angiosperms can be divided into two groups based on pollen 
morphology: one group, comprising approximately 70% of the total number 
of species, releases pollen at anthesis at the bicellular stage after pollen 
dehydration and anther locule degeneration. In the second group of 
angiosperms (±30%), pollen will continue their development following a 
second mitotic step of the GC into two SC before pollen dehydration and 
anthesis, which is called tricellular pollen (McCue et al., 2011). 
Friedman and colleagues established that there are three options for 
karyogamy in seed plants (Carmichael and Friedman, 1995). G1 
karyogamy, whereby the zygote undergoes DNA replication, or S-phase 
where karyogamy is initiated in G1 but nuclei pass through S-phase before 
completing fusion, or G2 karyogamy where nuclei fuse after S-phase and 
once completed enter M-phase. The sperm nuclei are guided towards the 
egg cell by interaction with the actin cytoskeleton, and once in close 
proximity, the egg cell chromatin moves into the sperm nucleus (Ohnishi et 
al., 2014). The synchrony of gametes required for karyogamy is a challenge 
from the point of view of cell cycle regulation. Male SCs have to reach the 
correct cell cycle phase, and the egg cell has to remain quiescent until 
karyogamy. It implies that core cell cycle regulators are involved that 
blocks gamete cells either in G1 or in G2, especially in the waiting or 
quiescent egg cell, and that in both the male and female gametophyte key 
regulatory pathways ensure this coordination. Progress in gamete isolation 
(Englhart et al., 2017; Schoft et al., 2015; Santos et al., 2017) and 
developments in transcriptomics and proteomics (Zhang et al., 2017b) are 
anticipated to put us in a position to identify the key core cell cycle 
regulators in this process. Although our knowledge is still fragmented due 
to our limits of detection, the emerging data on sperm (Table 1) and egg 
cells are in line with our knowledge about the cell cycle regulators involved 
in the key cell cycle transitions. Rice gametes fuse in G1, and transcripts for 
key factors such as KRPs, CDKB1;1, WEE1, and KRP2 were detected by 
RT PCR (Sukawa and Okamoto, 2018). An array-based analysis revealed 
significant levels of transcripts encoding for CDKB1;1, CYCB1-2, and 
KRP1 whereas proteomics detected only CDKA;1. This suggests that rice 
SCs, while still in G1 express a number of cell cycle genes, which have 
been implicated in DNA repair and G2/M transition. In the egg cell, on the 
other hand, mainly transcripts encoding for KRP1 and CDKA;1 were 
detected (Sukawa and Okamoto, 2018). One can speculate that DNA repair 
mechanism are activated in SCs given that pollen are more exposed to 
environmental factors compared to the female gametophyte deep inside the 
ovary, alternatively, the paternal genome could be the main source of G2/M 
factor encoding transcripts. 
Table 1 Transcriptomics and Proteomics in Male Gametes 
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In Arabidopsis pollen CYCLIND, CDKA and CDKB transcripts and 
the proteins they encode were detected. Whilst some KRP transcripts were 
detected their levels were relatively low, suggesting that if they are 
involved in the S-phase arrest of the SCs, the SCs are preloaded with KRP 
proteins after the last division. The localisation of CYCD7;1 in the SCs is 
intriguing given that CYCD7;1-GFP accumulates in the precursor of 
stomatal guard cells, an unrelated cell type (Weimer et al., 2018). 
3.3 Fertilisation and Activation of Cell 
Division in the Zygote 
Fertilisation of both the egg and the CC forms the zygote (2n) and 
endosperm precursor, which is the starting point for development of the 
new sporophyte and the endosperm inside the developing seed. The origin 
of the double fertilisation mechanism and the gain of fitness associated with 
this development is an intriguing problem in developmental biology. The 
requirement for the contribution of paternal gene expression to sustain 
proliferation of the endosperm is ensured by genomic imprinting. The need 
for the paternal contribution can be bypassed in mutants in the FIS-class 
genes (Nowack et al., 2007). 
Sperm and CC plasmogamy is sufficient to trigger the first divisions 
of the endosperm precursor, evidenced by the pollination with cdka;1 
mutant sperm which prevents karyogamy of the homodiploid CC and the 
sperm nucleus but does trigger the first rounds of mitosis (Aw et al., 2010). 
This suggests that the contribution of the second sperm for the fertilisation 
of the CC is more involved in the timing of the division, rather than a strict 
requirement for the division mechanism. In combination with the 
autonomous endosperm development in some mutant backgrounds, this 
observation supports the hypothesis of a gametophytic origin of the 
endosperm (Strassburger, 1900; Nowack et al., 2007), and that the 
fertilisation by the second sperm, in combination with imprinting provides 
a mechanism to synchronise the proliferation of the endosperm with the 
formation of the zygote. 
Upon the division of the egg cell, the two daughters not only differ 
in size but also in developmental fate, hence the first division of the zygote 
is asymmetric and differential, generating a smaller terminal cell and a 
larger basal cell. This division establishes the apical–basal axis of the future 
embryo. Proliferation of the apical cell will develop all the embryonic 
structures apart from the quiescent centre and root cap. Proliferation of the 
basal cell will form the quiescent centre and root cap and the suspensor (ten 
Hove et al., 2015). De novo transcription of cell-type specific homeobox 
genes in both cell types guarantees the polarised development of the 
embryo proper and suspensor cells (Ueda et al., 2011; Armenta-Medina et 
al., 2017). This first asymmetric division of the zygote requires extensive 
reorganisation of the cytoskeleton (Kimata et al., 2016). Upon fertilisation, 
microtubules form a transverse ring to drive apical cell growth. Actin 
filaments reorganise to position the nucleus in the apical end of the zygote 
before the asymmetric division takes place. Furthermore, the anaphase-
promoting complex ubiquitin ligase has to be active to target CYCB1;1 for 
destruction for proper formation of the new cell wall (Guo et al., 2016). 
From a cell cycle perspective, this poses several questions. How 
does successful karyogamy triggers cell cycle progression, and how is an 
asymmetric division established? 
One of the key players during the whole process of sexual 
reproduction in plants, as in animals and humans, is calcium (Fan et al., 
2008; Edel et al., 2017). This universal signalling component is important 
in many – if not all – intracellular plant cell signalling events. Calcium as 
second messenger functions either at the ion level or by highly cell type-
specific changes in free cytoplasmic concentrations or changes in stored 
calcium in various intracellular compartments. These so-called ‘calcium 
signatures’ can be triggered by intracellular and extracellular stimuli (Edel 
et al., 2017). Pollen development in the anther requires Ca influx from the 
surrounding sporophytic tissue, and upon landing on the stigma, pollen tube 
growth through the pistil tissues towards and into the ovule is highly 
dependent on calcium. Upon entering the micropyle, the entrance site of the 
ovule near the egg and synergid cells, the growing pollen tube first 
encounters one of the two synergid cells (SY). The physical interaction 
between growing pollen tube tip and this SY cell initiates a calcium 
response of continuous oscillations in the SY, leading to programmed cell 
death (PCD) and collapse of only this particular SY cell and the release of 
stored calcium into the cavity where the pollen tube resides (Denninger et 
al., 2014). This localised increase of free calcium may coincide with 
slowing down pollen tube growth (Holdaway-Clarke et al., 2003; Hill et al., 
2012). 
A distinctive short calcium spike response is observed in the egg cell 
upon SC release whereas upon the arrival of the sperm at the egg cell, 
which shows a distinctive deformation, a second transient rise in 
intracellular calcium is detected in the egg cell upon fertilisation, but only 
after successful karyogamy (Denninger et al., 2014). This second, longer 
lasting rise in calcium trigger de novo cell wall synthesis of the fertilised 
egg and prevents the unlikely event of polyspermy. Once fertilisation has 
occurred, the production of the LURE protein, which is the pollen tube 
attractant, is turned off (Palanivelu and Preuss, 2006; Maruyama et al., 
2013). 
The second calcium signature, a transient broader spike, detected 
upon successful karyogamy (Denninger et al., 2014; Palanivelu and Preuss, 
2006), besides preventing polyspermy, may also be the intrinsic 
autonomous and decisive signal in the fertilised egg cell to re-start the cell 
cycle, and thus early embryogenesis. Importantly, immediately after 
karyogamy, the first division of the single-celled zygote is asymmetric, 
producing a small apical cell that will develop further into the embryo and 
new sporophyte ultimately, whereas a much larger basal cell is responsible 
for the formation of the suspensor (Yadegari and Drews, 2004). It is 
tempting to propose a role for various Ca2+/calmodulin-dependent protein 
kinases in this process. Also, of particular interest in this process is the 
ZAR1 receptor kinase. Zygotic arrest 1 was identified as a mutant in which 
the asymmetric division and the daughter cell fate acquisition was 
perturbed ZAR1 encodes a receptor-like kinase/Pelle kinase (Gish and 
Clark, 2011) that interacts with calmodulin and the heterotrimeric G protein 
Gβ. In zar1 the basal cell is short and the apical cell has basal cell fate (Yu 
et al., 2016). 
De novo transcription of cell-type specific homeobox genes and 
miRNA biosynthesis in both cell types guarantees the polarised 
development of the embryo proper and suspensor cells (Ueda et al., 2011; 
Armenta-Medina et al., 2017). 
4 Concluding Remarks 
The complexity of the interactions required for the coordination of 
fertilisation in seed plants is emerging and advanced live imaging is 
revealing new features. In this process, the control of the cell cycle is vital 
to generate the gametes, instigate cell cycle synchrony for gamete fusion 
and trigger cell division upon successful germination. The identification of 
cell cycle factors involved has started, and links with coordinating 
pathways discovered. This research has the potential to provide us with new 
breeding strategies to enable fertilisation and thus seed setting under 
challenging conditions. 
Related Articles 
Sexual Reproduction: From Sexual Differentiation to Fertilization 
Embryogenesis 
The Genetic and Molecular Control of Ovule Development 
The Developmental Biology of Pollen 
Plant Embryogenesis—the Cellular Design of a Plant 
Endosperm Development 
Pollination Signals and Flower Senescence 
Re-Staging Plant Mitosis 
The Plant Cyclins 
CDK Inhibitors 
The UPS: An Engine that Drives the Cell Cycle 
CDK Phosphorylation 
E2F–DP Transcription Factors 
Function of the Retinoblastoma-Related Protein in Plants 
Cell Cycle Control During Leaf Development 
Cell Cycle Control and Fruit Development 
Cell Cycle and Endosperm Development 
Hormonal Regulation of Cell Cycle Progression and Its Role in 
Development 
Cell Cycle and Environmental Stresses 
Calcium Signals and Their Regulation 
Signaling by Protein Phosphorylation in Cell Division 
REFERENCES 
Abiko, M., Furuta, K., Yamauchi, Y. et al. (2013a). Identification of 
proteins enriched in rice egg or sperm cells by single-cell 
proteomics. PLoS One 8: e69578. 
Abiko, M., Maeda, H., Tamura, K. et al. (2013b). Gene expression 
profiles in rice gametes and zygotes: identification of gamete-
enriched genes and up- or down-regulated genes in zygotes 
after fertilization. Journal of Experimental Botany 64: 1927–
1940. 
van Aelst, A.C. and van Went, J.L. (1992). Ultrastructural immuno-
localization of pectins and glycoproteins in Arabidopsis 
thaliana pollen grains. Protoplasma 168: 14–19. 
Allen, A.M., Lexer, C., and Hiscock, S.J. (2010). Characterisation of 
sunflower-21 (SF21) genes expressed in pollen and pistil of 
Senecio squalidus (Asteraceae) and their relationship with 
other members of the SF21 gene family. Sexual Plant 
Reproduction 23: 173–186. 
Armenta-Medina, A., Lepe-Soltero, D., Xiang, D. et al. (2017). 
Arabidopsis thaliana miRNAs promote embryo pattern 
formation beginning in the zygote. Developmental Biology 
431: 145–151. 
Aw, S.J., Hamamura, Y., Chen, Z. et al. (2010). Sperm entry is 
sufficient to trigger division of the central cell but the paternal 
genome is required for endosperm development in 
Arabidopsis. Development 137: 2683–2690. 
Barrett, S.C. and Hough, J. (2013). Sexual dimorphism in flowering 
plants. Journal of Experimental Botany 64: 67–82. 
Berger, F., Hamamura, Y., Ingouff, M., and Higashiyama, T. (2008). 
Double fertilization – caught in the act. Trends in Plant 
Science 13: 437–443. 
von Besser, K., Frank, A.C., Johnson, M.A., and Preuss, D. (2006). 
Arabidopsis HAP2 (GCS1) is a sperm-specific gene required 
for pollen tube guidance and fertilization. Development 133: 
4761–4769. 
Biedermann, S., Harashima, H., Chen, P. et al. (2017). The 
retinoblastoma homolog RBR1 mediates localization of the 
repair protein RAD51 to DNA lesions in Arabidopsis. The 
EMBO Journal 36: 1279–1297. 
Borg, M. and Twell, D. (2010). Life after meiosis: patterning the 
angiosperm male gametophyte. Biochemical Society 
Transactions 38 (2): 577–582. 
Borges, F., Gomes, G., Gardner, R. et al. (2008). Comparative 
transcriptomics of Arabidopsis sperm cells. Plant Physiology 
148: 1168–1181. 
Brownfield, L., Hafidh, S., Borg, M. et al. (2009). A plant germline-
specific integrator of sperm specification and cell cycle 
progression. PLoS Genetics 5: e1000430. 
Bulankova, P., Riehs-Kearnan, N., Nowack, M.K. et al. (2010). 
Meiotic progression in Arabidopsis is governed by complex 
regulatory interactions between SMG7, TDM1, and the 
meiosis I-specific cyclin TAM. Plant Cell 22: 3791–3803. 
Bulankova, P., Akimcheva, S., Fellner, N., and Riha, K. (2013). 
Identification of Arabidopsis meiotic cyclins reveals functional 
diversification among plant cyclin genes. PLoS Genetics 9: 
e1003508. 
Carmichael, J.S. and Friedman, W.E. (1995). Double fertilization in 
gnetum gnemon: the relationship between the cell cycle and 
sexual reproduction. Plant Cell 7: 1975–1988. 
Chen, Z., Tan, J.L., Ingouff, M. et al. (2008). Chromatin assembly 
factor 1 regulates the cell cycle but not cell fate during male 
gametogenesis in Arabidopsis thaliana. Development 135: 
65–73. 
Chen, Z., Hafidh, S., Poh, S.H. et al. (2009). Proliferation and cell 
fate establishment during Arabidopsis male gametogenesis 
depends on the Retinoblastoma protein. Proceedings of the 
National Academy of Sciences of the United States of America 
106: 7257–7262. 
Cheung, A.Y., Boavida, L.C., Aggarwal, M. et al. (2010). The pollen 
tube journey in the pistil and imaging the in vivo process by 
two-photon microscopy. Journal of Experimental Botany 61: 
1907–1915. 
Cifuentes, M., Jolivet, S., Cromer, L. et al. (2016). TDM1 regulation 
determines the number of meiotic divisions. PLoS Genetics 
12: e1005856. 
Cresti, M., Lancelle, S.A., and Hepler, P.K. (1987). Structure of the 
generative cell wall complex after freeze substitution in pollen 
tubes of Nicotiana and Impatiens. Journal of Cell Science 88: 
373–378. 
Denninger, P., Bleckmann, A., Lausser, A. et al. (2014). Male–
female communication triggers calcium signatures during 
fertilization in Arabidopsis. Nature Communications 5: 4645. 
D'erfurth, I., Cromer, L., Jolivet, S. et al. (2010). The cyclin-A 
CYCA1;2/TAM is required for the meiosis I to meiosis II 
transition and cooperates with OSD1 for the prophase to first 
meiotic division transition. PLoS Genetics 6: e1000989. 
Dewitte, W., Riou-Khamlichi, C., Scofield, S. et al. (2003). Altered 
cell cycle distribution, hyperplasia, and inhibited differentiation 
in arabidopsis caused by the D-type cyclin CYCD3. The Plant 
Cell 15: 79–92. 
Dong, J. and Yang, H.-Y. (1989). An ultrastructural study embryo 
sac in Oryza sativa L. Acta Botanica Sinica 31: 81–88. 
Dresselhaus, T. and Snell, W.J. (2014). Fertilization: a sticky sperm 
protein in plants. Current Biology 24: R164–R166. 
Dresselhaus, T., Sprunck, S., and Wessel, G.M. (2016). Fertilization 
mechanisms in flowering plants. Current Biology 26: R125–
R139. 
Duan, Q., Kita, D., Johnson, E.A. et al. (2014). Reactive oxygen 
species mediate pollen tube rupture to release sperm for 
fertilization in Arabidopsis. Nature Communications 5: 3129. 
Durbarry, A., Vizir, I., and Twell, D. (2005). Male germ line 
development in Arabidopsis. duo pollen mutants reveal 
gametophytic regulators of generative cell cycle progression. 
Plant Physiology 137: 297–307. 
Ebel, C., Mariconti, L., and Gruissem, W. (2004). Plant 
retinoblastoma homologues control nuclear proliferation in the 
female gametophyte. Nature 429: 776–780. 
Edel, K.H., Marchadier, E., Brownlee, C. et al. (2017). The evolution 
of calcium-based signalling in plants. Current Biology 27: 
R667–R679. 
Eloy, N.B., Gonzalez, N., van Leene, J. et al. (2012). SAMBA, a 
plant-specific anaphase-promoting complex/cyclosome 
regulator is involved in early development and A-type cyclin 
stabilization. Proceedings of the National Academy of 
Sciences of the United States of America 109: 13853–13858. 
Englhart, M., Soljic, L., and Sprunck, S. (2017). Manual isolation of 
living cells from the Arabidopsis thaliana female gametophyte 
by micromanipulation. Methods in Molecular Biology 1669: 
221–234. 
Esau, K. (1962). Anatomy of Seed Plants. Wiley. 
Escobar-Restrepo, J.-M., Huck, N., Kessler, S. et al. (2007). The 
FERONIA receptor-like kinase mediates male-female 
interactions during pollen tube reception. Science 317: 656–
660. 
Fan, Y.-F., Jiang, L., Gong, H.-Q., and Liu, C.-M. (2008). Sexual 
reproduction in higher plants I: fertilization and the initiation of 
zygotic program. Journal of Integrative Plant Biology 50: 860–
867. 
Friedman, W.E. (1999). Expression of the cell cycle in sperm of 
Arabidopsis: implications for understanding patterns of 
gametogenesis and fertilization in plants and other 
eukaryotes. Development 126: 1065–1075. 
Friedman, W.E. (2006). Embryological evidence for developmental 
lability during early angiosperm evolution. Nature 441: 337–
340. 
Friedman, W.E. and Ryerson, K.C. (2009). Reconstructing the 
ancestral female gametophyte of angiosperms: insights from 
Amborella and other ancient lineages of flowering plants. 
American Journal of Botany 96: 129–143. 
Fujii, S., Kubo, K.-I., and Takayama, S. (2016). Non-self- and self-
recognition models in plant self-incompatibility. Nature Plants 
2: 16130. 
Ge, Z., Bergonci, T., Zhao, Y. et al. (2017). Arabidopsis pollen tube 
integrity and sperm release are regulated by RALF-mediated 
signaling. Science 358: 1596–1600. 
Genschik, P., Marrocco, K., Bach, L. et al. (2014). Selective protein 
degradation: a rheostat to modulate cell-cycle phase 
transitions. Journal of Experimental Botany 65: 2603–2615. 
Gish, L.A. and Clark, S.E. (2011). The RLK/Pelle family of kinases. 
The Plant Journal 66: 117–127. 
Glöckle, B., Urban, W.J., Nagahara, S. et al. (2018). Pollen 
differentiation as well as pollen tube guidance and discharge 
are independent of the presence of gametes. Development 
145: pii: dev152645. 
Gómez, J.F., Talle, B., and Wilson, Z.A. (2015). Anther and pollen 
development: a conserved developmental pathway. Journal of 
Integrative Plant Biology 57: 876–891. 
de Graaf, B.H.J., Knuiman, B., Bosch, M.J.M., and Mariani, C. 
(2000). The class III pistil-specific extensin-like proteins of 
Nicotiana tabacum show arabinogalactan-protein-like 
characteristics and are non-specifically translocated through 
pollen tube walls in vivo. In: Cell and Developmental Biology 
of Arabinogalactan-Proteins (eds E.A. Nothnagel, A. Bacic 
and A.E. Clarke). Boston, MA: Springer US. 
de Graaf, B.H.J., Derksen, J.W.M., and Mariani, C. (2001). Pollen 
and pistil in the progamic phase. Sexual Plant Reproduction 
14: 41–55. 
Grant-Downton, R., Kourmpetli, S., Hafidh, S. et al. (2013). Artificial 
microRNAs reveal cell-specific differences in small RNA 
activity in pollen. Current Biology 23: R599–R601. 
Grobei, M.A., Qeli, E., Brunner, E. et al. (2009). Deterministic protein 
inference for shotgun proteomics data provides new insights 
into Arabidopsis pollen development and function. Genome 
Research 19: 1786–1800. 
Guo, L., Jiang, L., Zhang, Y. et al. (2016). The anaphase-promoting 
complex initiates zygote division in Arabidopsis through 
degradation of cyclin B1. Plant Journal 86 (2): 161–174. doi: 
10.1111/tpj.13158. 
Hafidh, S., Breznenova, K., and Honys, D. (2012). De novo post-
pollen mitosis II tobacco pollen tube transcriptome. Plant 
Signaling & Behavior 7: 918–921. 
Hamamura, Y., Saito, C., Awai, C. et al. (2011). Live-cell imaging 
reveals the dynamics of two sperm cells during double 
fertilization in Arabidopsis thaliana. Current Biology 21: 497–
502. 
Hilhorst, H.W.M., Finch-Savage, W.E., Buitink, J. et al. (2010). 
Dormancy in plant seeds. In: Dormancy and Resistance in 
Harsh Environments (eds E. Lubzens, J. Cerda and M. Clark). 
Berlin, Heidelberg: Springer Berlin Heidelberg. 
Hill, A., Shachar-Hill, B., Skepper, J. et al. (2012). An osmotic model 
of the growing pollen tube. PLoS One 7: e36585. 
Hiscock, S.J. (2011). Sexual plant reproduction. Annals of Botany 
108: 585–587. 
Holdaway-Clarke, T.L., Weddle, N.M., Kim, S. et al. (2003). Effect of 
extracellular calcium, pH and borate on growth oscillations in 
Lilium formosanum pollen tubes. Journal of Experimental 
Botany 54: 65–72. 
Horvath, B.M., Kourova, H., Nagy, S. et al. (2017). Arabidopsis 
RETINOBLASTOMA RELATED directly regulates DNA 
damage responses through functions beyond cell cycle 
control. The EMBO Journal 36: 1261–1278. 
Huang, B.-Q. and Russell, S.D. (1994). Fertilization in Nicotiana 
tabacum: cytoskeletal modifications in the embryo sac during 
synergid degeneration. Planta 194: 200–214. 
Huang, X.Y., Niu, J., Sun, M.X. et al. (2013). CYCLIN-DEPENDENT 
KINASE G1 is associated with the spliceosome to regulate 
CALLOSE SYNTHASE5 splicing and pollen wall formation in 
Arabidopsis. Plant Cell 25: 637–648. 
Igawa, T., Yanagawa, Y., Miyagishima, S.-Y., and Mori, T. (2013). 
Analysis of gamete membrane dynamics during double 
fertilization of Arabidopsis. Journal of Plant Research 126: 
387–394. 
Iwakawa, H., Shinmyo, A., and Sekine, M. (2006). Arabidopsis 
CDKA;1, a cdc2 homologue, controls proliferation of 
generative cells in male gametogenesis. The Plant Journal 45: 
819–831. 
Jean-Emmanuel, F., Nicolas, R., Philippe, F., and Christian, D. 
(2002). Fertilization in Arabidopsis thaliana wild type: 
developmental stages and time course. The Plant Journal 30: 
481–488. 
Jiang, H., Yi, J., Boavida, L.C. et al. (2015). Intercellular 
communication in Arabidopsis thaliana pollen discovered via 
AHG3 transcript movement from the vegetative cell to sperm. 
Proceedings of the National Academy of Sciences of the 
United States of America 112 (43): 13378–13383. 
Kawashima, T., Maruyama, D., Shagirov, M. et al. (2014). Dynamic 
F-actin movement is essential for fertilization in Arabidopsis 
thaliana. eLife 3: e04501. 
Khalequzzaman, M. and Haq, N. (2005). Isolation and in vitro fusion 
of egg and sperm cells in Oryza sativa. Plant Physiology and 
Biochemistry 43: 69–75. 
Kim, H.J., Oh, S.A., Brownfield, L. et al. (2008). Control of plant 
germline proliferation by SCF(FBL17) degradation of cell cycle 
inhibitors. Nature 455: 1134–1137. 
Kimata, Y., Higaki, T., Kawashima, T. et al. (2016). Cytoskeleton 
dynamics control the first asymmetric cell division in 
Arabidopsis zygote. Proceedings of the National Academy of 
Sciences of the United States of America 113 (49): 14157–
14162. 
Kohler, C., Wolff, P., and Spillane, C. (2012). Epigenetic 
mechanisms underlying genomic imprinting in plants. Annual 
Review of Plant Biology 63: 331–352. 
Kranz, E., Wiegen, P., and Lörz, H. (1995). Early cytological events 
after induction of cell division in egg cells and zygote 
development following in vitro fertilization with angiosperm 
gametes. The Plant Journal 8: 9–23. 
Kranz, E., Hoshino, Y., and Okamoto, T. (2008). In vitro fertilization 
with isolated higher plant gametes. In: Plant Embryogenesis 
(eds M.F. Suárez and P.V. Bozhkov). Totowa, NJ: Humana 
Press. 
Lan, L., Chen, W., Lai, Y. et al. (2004). Monitoring of gene 
expression profiles and isolation of candidate genes involved 
in pollination and fertilization in rice (Oryza sativa L.) with a 
10K cDNA microarray. Plant Molecular Biology 54: 471–487. 
Lennon, K.A., Roy, S., Hepler, P.K., and Lord, E.M. (1998). The 
structure of the transmitting tissue of Arabidopsis thaliana (L.) 
and the path of pollen tube growth. Sexual Plant Reproduction 
11: 49–59. 
Leydon, A.R. and Johnson, M.A. (2013). Preparing for explosion: 
pollen tubes are capacitated by the pistil. Molecular 
Reproduction and Development 80: 427–427. 
Leydon, A.R., Beale, K.M., Woroniecka, K. et al. (2013). Three MYB 
transcription factors control pollen tube differentiation required 
for sperm release. Current Biology: CB 23: 1209–1214. 
Lin, S.-Y., Chen, P.-W., Chuang, M.-H. et al. (2014). Profiling of 
translatomes of in vivo–grown pollen tubes reveals genes with 
roles in micropylar guidance during pollination in Arabidopsis. 
The Plant Cell Online 26: 602–618. 
Liu, X., Castro, C., Wang, Y. et al. (2016). The role of LORELEI in 
pollen tube reception at the interface of the synergid cell and 
pollen tube requires the modified eight-cysteine motif and the 
receptor-like kinase FERONIA. The Plant Cell 28: 1035–1052. 
Lughadha, E.N., Govaerts, R., Belyaeva, I. et al. (2016). Counting 
counts: revised estimates of numbers of accepted species of 
flowering plants, seed plants, vascular plants and land plants 
with a review of other recent estimates. Phytotaxa 272: 82. 
Magyar, Z., Horváth, B., Khan, S. et al. (2012). Arabidopsis E2FA 
stimulates proliferation and endocycle separately through 
RBR-bound and RBR-free complexes. The EMBO Journal 31: 
1480–1493. 
Márton, M.L., Fastner, A., Uebler, S., and Dresselhaus, T. (2012). 
Overcoming hybridization barriers by the secretion of the 
maize pollen tube attractant ZmEA1 from Arabidopsis ovules. 
Current Biology 22: 1194–1198. 
Maruyama, D., Hamamura, Y., Takeuchi, H. et al. (2013). 
Independent control by each female gamete prevents the 
attraction of multiple pollen tubes. Developmental Cell 25: 
317–323. 
Maruyama, D., Volz, R., Takeuchi, H. et al. (2015). Rapid elimination 
of the persistent synergid through a cell fusion mechanism. 
Cell 161: 907–918. 
Mccue, A.D., Cresti, M., Feijó, J.A., and Slotkin, R.K. (2011). 
Cytoplasmic connection of sperm cells to the pollen vegetative 
cell nucleus: potential roles of the male germ unit revisited. 
Journal of Experimental Botany 62: 1621–1631. 
Mecchia, M.A., Santos-Fernandez, G., Duss, N.N. et al. (2017). 
RALF4/19 peptides interact with LRX proteins to control pollen 
tube growth in Arabidopsis. Science 358: 1600–1603. 
Mercier, R., Vezon, D., Bullier, E. et al. (2001). SWITCH1 (SWI1): a 
novel protein required for the establishment of sister chromatid 
cohesion and for bivalent formation at meiosis. Genes & 
Development 15: 1859–1871. 
Mizukami, A.G., Inatsugi, R. et al. (2016). The AMOR 
Arabinogalactan sugar chain induces pollen-tube competency 
to respond to ovular guidance. Current Biology 26: 1091–
1097. 
Mizuta, Y. and Higashiyama, T. (2018). Chemical signaling for pollen 
tube guidance at a glance. Journal of Cell Science 131. 
Mori, T., Kuroiwa, H., Higashiyama, T., and Kuroiwa, T. (2005). 
GENERATIVE CELL SPECIFIC 1 is essential for angiosperm 
fertilization. Nature Cell Biology 8: 64. 
Mori, T., Igawa, T., Tamiya, G. et al. (2014). Gamete attachment 
requires GEX2 for successful fertilization in Arabidopsis. 
Current Biology 24: 170–175. 
Muschietti, J.P., and Diego, L.W. (2018). How many receptor-like 
kinases are required to operate a pollen tube. Current Opinion 
in Plant Biology 41: 73–82. 
ten Hove, C.A., Lu, K.J., and Weijers, D. (2015). Building a plant: cell 
fate specification in the early Arabidopsis embryo. 
Development 142: 420–430. 
Nowack, M.K., Grini, P.E., Jakoby, M.J. et al. (2006). A positive 
signal from the fertilization of the egg cell sets off endosperm 
proliferation in angiosperm embryogenesis. Nature Genetics 
38: 63–67. 
Nowack, M.K., Shirzadi, R., Dissmeyer, N. et al. (2007). Bypassing 
genomic imprinting allows seed development. Nature 447: 
312–315. 
Ohnishi, Y., Hoshino, R., and Okamoto, T. (2014). Dynamics of male 
and female chromatin during karyogamy in rice zygotes. Plant 
Physiology 165: 1533–1543. 
Okamoto, T. (2010). Gamete fusion site on the egg cell and 
autonomous establishment of cell polarity in the zygote. Plant 
Signaling & Behavior 5: 1464–1467. 
Okuda, S., Suzuki, T., Kanaoka, M.M. et al. (2013). Acquisition of 
LURE-binding activity at the pollen tube tip of Torenia 
fournieri. Molecular Plant 6: 1074–1090. 
Palanivelu, R. and Preuss, D. (2006). Distinct short-range ovule 
signals attract or repel Arabidopsis thaliana pollen tubes in 
vitro. BMC Plant Biology 6: 7–7. 
Pawlowski, W.P., Wang, C.J., Golubovskaya, I.N. et al. (2009). 
Maize AMEIOTIC1 is essential for multiple early meiotic 
processes and likely required for the initiation of meiosis. 
Proceedings of the National Academy of Sciences of the 
United States of America 106: 3603–3608. 
Pereira, A.M., Lopes, A.L., and Coimbra, S. (2016a). JAGGER, an 
AGP essential for persistent synergid degeneration and 
polytubey block in Arabidopsis. Plant Signaling & Behavior 11: 
e1209616. 
Pereira, A.M., Nobre, M.S., Pinto, S.C. et al. (2016b). "Love Is 
Strong, and You're so Sweet": JAGGER is essential for 
persistent synergid degeneration and polytubey block in 
Arabidopsis thaliana. Molecular Plant 9: 601–614. 
Polyn, S., Willems, A., and de Veylder, L. (2015). Cell cycle entry, 
maintenance, and exit during plant development. Current 
Opinion in Plant Biology 23: 1–7. 
Qin, Y., Leydon, A.R., Manziello, A. et al. (2009). Penetration of the 
stigma and style elicits a novel transcriptome in pollen tubes, 
pointing to genes critical for growth in a pistil. PLoS Genetics 
5: e1000621–e1000621. 
Rousseau, D.-D., Schevin, P., Ferrier, J. et al. (2008). Long-distance 
pollen transport from North America to Greenland in spring. 
Journal of Geophysical Research 113: G02013. doi: 
10.1029/2007JG000456. 
Santos, M.R., Bispo, C., and Becker, J.D. (2017). Isolation of 
Arabidopsis pollen, sperm cells, and vegetative nuclei by 
fluorescence-activated cell sorting (FACS). Methods in 
Molecular Biology 1669: 193–210. 
Schmid, M.W., Schmidt, A., and Grossniklaus, U. (2015). The female 
gametophyte: an emerging model for cell type-specific 
systems biology in plant development. Frontiers in Plant 
Science 6: 907. 
Schnittger, A. and de Veylder, L. (2018). The dual face of cyclin. 
Trends in Plant Sciences 23 (6): 475–478. 
Schoft, V.K., Chumak, N., Bindics, J. et al. (2015). SYBR green-
activated sorting of Arabidopsis pollen nuclei based on 
different DNA/RNA content. Plant Reproduction 28: 61–72. 
de Schutter, K., Joubès, J., Cools, T. et al. (2007). Arabidopsis 
WEE1 kinase controls cell cycle arrest in response to 
activation of the DNA integrity checkpoint. The Plant Cell 19: 
211–225. 
Scott, R.J., Armstrong, S.J., Doughty, J., and Spielman, M. (2008). 
Double fertilization in Arabidopsis thaliana Involves a 
polyspermy block on the egg but not the central cell. Molecular 
Plant 1: 611–619. 
Shen-Miller, J., Mudgett, M.B., Schopf, J.W. et al. (1995). 
Exceptional seed longevity and robust growth: ancient Sacred 
Lotus from China. American Journal of Botany 82: 1367–1380. 
Simonin, K.A. and Roddy, A.B. (2018). Genome downsizing, 
physiological novelty, and the global dominance of flowering 
plants. PLoS Biology 16 (1): e2003706. 
Slotkin, R.K., Vaughn, M., Borges, F. et al. (2009). Epigenetic 
reprogramming and small RNA silencing of transposable 
elements in pollen. Cell 136: 461–472. 
Sornay, E., Forzani, C., Forero-Vargas, M. et al. (2015). Activation of 
CYCD7;1 in the central cell and early endosperm overcomes 
cell-cycle arrest in the Arabidopsis female gametophyte, and 
promotes early endosperm and embryo development. The 
Plant Journal 84: 41–55. 
Southworth, D. and Kwiatkowski, S. (1996). Arabinogalactan 
proteins at the cell surface of Brassica sperm and Lilium 
sperm and generative cells. Sexual Plant Reproduction 9: 
269–272. 
Sprunck, S. and Gross-Hardt, R. (2011). Nuclear behavior, cell 
polarity, and cell specification in the female gametophyte. 
Sexual Plant Reproduction 24: 123–136. 
Sprunck, S., Rademacher, S., Vogler, F. et al. (2012). Egg cell–
secreted EC1 triggers sperm cell activation during double 
fertilization. Science 338: 1093–1097. 
Strassburger, E. (1900). Lehrbuch der Botanik für Hochschulen. 
Jena: Verlag von Gustav Fischer. 
Sukawa, Y. and Okamoto, T. (2018). Cell cycle in egg cell and its 
progression during zygotic development in rice. Plant 
Reproduction 31: 107–116. 
Takatsuka, H., Umeda-Hara, C., and Umeda, M. (2015). Cyclin-
dependent kinase-activating kinases CDKD;1 and CDKD;3 are 
essential for preserving mitotic activity in Arabidopsis thaliana. 
The Plant Journal 82: 1004–1017. 
Takeuchi, H. and Higashiyama, T. (2012). A species-specific cluster 
of defensin-like genes encodes diffusible pollen tube 
attractants in Arabidopsis. PLoS Biology 10: e1001449. 
Tekleyohans, D.G., Mao, Y., Kägi, C. et al. (2017). Polyspermy 
barriers: a plant perspective. Current Opinion in Plant Biology 
35: 131–137. 
Twell, D. (2011). Male gametogenesis and germline specification in 
flowering plants. Sexual Plant Reproduction 24: 149–160. 
Ueda, M., Zhang, Z., and Laux, T. (2011). Transcriptional activation 
of arabidopsis axis patterning genes WOX8/9 links zygote 
polarity to embryo development. Developmental Cell 20: 264–
270. 
de Veylder, L., Beeckman, T., and Inze, D. (2007). The ins and outs 
of the plant cell cycle. Nature Reviews. Molecular Cell Biology 
8: 655–665. 
Völz, R., Heydlauff, J., Ripper, D. et al. (2013). Ethylene signaling is 
required for synergid degeneration and the establishment of a 
pollen tube block. Developmental Cell 25: 310–316. 
Wang, D.-Y., Zhang, Q., Liu, Y. et al. (2010). The levels of male 
gametic mitochondrial DNA are highly regulated in 
angiosperms with regard to mitochondrial inheritance. The 
Plant Cell 22: 2402–2416. 
Wang, J.-G., Feng, C., Liu, H.-H. et al. (2016). HAPLESS13-
mediated trafficking of STRUBBELIG is critical for ovule 
development in arabidopsis. PLoS Genetics 12 (8): e1006269. 
Wang, T., Liang, L., Xue, Y. et al. (2016). A receptor heteromer 
mediates the male perception of female attractants in plants. 
Nature 531: 241. 
Weimer, A.K., Biedermann, S., Harashima, H. et al. (2016). The 
plant-specific CDKB1-CYCB1 complex mediates homologous 
recombination repair in Arabidopsis. The EMBO Journal 35: 
2068–2086. 
Weimer, A.K., Matos, J.L., Sharma, N. et al. (2018). Lineage- and 
stage-specific expressed CYCD7;1 coordinates the single 
symmetric division that creates stomatal guard cells. 
Development 145. 
Yadegari, R. and Drews, G.N. (2004). Female gametophyte 
development. The Plant Cell 16: S133–S141. 
Yu, T.Y., Shi, D.Q., Jia, P.F. et al. (2016). The Arabidopsis receptor 
kinase ZAR1 is required for zygote asymmetric division and its 
daughter cell fate. PLoS Genetics 12: e1005933. 
Zhang, Z., Tian, H.Q., and Russell, S.D. (1999). Localization of 
myosin on sperm-cell-associated membranes of tobacco 
(Nicotiana tabacum L.). Protoplasma 208: 123–128. 
Zhang, J., Huang, Q., Zhong, S. et al. (2017a). Sperm cells are 
passive cargo of the pollen tube in plant fertilization. Nature 
Plants 3: 17079. 
Zhang, Z., Hu, M., Feng, X. et al. (2017b). Proteomes and 
phosphoproteomes of anther and pollen: availability and 
progress. Proteomics 17: 1600458. doi: 
10.1002/pmic.201600458. 
Zhao, X., Harashima, H., Dissmeyer, N. et al. (2012). A general 
G1/S-phase cell-cycle control module in the flowering plant 
Arabidopsis thaliana. PLoS Genetics 8: e1002847. 
Zhao, X., Yang, N., and Wang, T. (2013). Comparative proteomic 
analysis of generative and sperm cells reveals molecular 
characteristics associated with sperm development and 
function specialization. Journal of Proteome Research 12: 
5058–5071. 
Zhao, X., Bramsiepe, J., van Durme, M. et al. (2017). 
RETINOBLASTOMA RELATED1 mediates germline entry in 
Arabidopsis. Science 356. 
Zheng, B., He, H., Zheng, Y. et al. (2014a). An ARID domain-
containing protein within nuclear bodies is required for sperm 
cell formation in Arabidopsis thaliana. PLoS Genetics 10: 
e1004421. 
Zheng, T., Nibau, C., Phillips, D.W. et al. (2014b). CDKG1 protein 
kinase is essential for synapsis and male meiosis at high 
ambient temperature in Arabidopsis thaliana. Proceedings of 
the National Academy of Sciences of the United States of 
America 111: 2182–2187. 
Zhou, L., Juranic, M., and Dresselhaus, T. (2017). Germline 
development and fertilization mechanisms in maize. Molecular 
Plant 10 (3): 389–401. 
